In a search of new compounds active against cancer, synthesis of a series of C-5 curcumin analogues was carried out. The new compounds demonstrated good cytotoxicity against chronic myeloid leukemia (KBM5) and colon cancer (HCT116) cell lines. Further, these compounds were found to have better potential to inhibit TNF--induced NF-B activation in comparison to curcumin, which show their potential to act as anti-inflammatory agents. Some compounds were found to show higher cytotoxicity against cancer cell lines in comparison to curcumin used as standard.
Introduction
In the last few decades, importance has been given to biologically active natural products as these compounds generally do not have any side effects. The proof of this is the fact that more than 62% of the anticancer drugs approved from 1983 to 1994 are either natural products or natural product analogues [1] . Curcumin and related compounds, termed as curcuminoid, are among the compounds of great interest due to their wide range of biological activities [2] [3] [4] [5] [6] [7] [8] [9] [10] [11] [12] . Curcumin ability to inhibit the growth of various types of cancer cells at various stages of cancer progression is due to its potential to act on multiple targets [13] [14] [15] [16] [17] . The -diketone is the structural feature responsible for rapid metabolism of curcumin by aldo-keto reductase in liver [18] . Tremendous research work has been done to improve the bioavailability and absorption of curcumin [19] . Further, in vivo and in vitro studies showed that curcumin undergo rapid metabolism by oxidation, reduction, glucuronidation, and sulfation [20, 21] , which occur at 4-OH [22] . In a rational approach to design new curcumin analogues the facts to be taken under consideration are modification of -diketone moiety and blocking 4-OH of curcumin analogues. In efforts to improve the activity and stability of curcumin analogues, C-5 curcumins have been designed and synthesized by various research groups [23, 24] . It has been reported that C-5 curcumin analogues show better activity and stability in in vitro and in vivo studies [25] . Yamakoshi et al. have done SAR studies on C-5 curcumin analogues. Important outcomes of their studies were that symmetry is important in case of tetrasubstituted C-5 curcumin analogues and 4-position is a possible site for attaching probe to enhance activity [26] . In search of new molecules with good cytotoxicity against cancer cells we planned to synthesize new C-5 curcumin analogues and selected amido-ether linker for blocking 4-OH ( Figure 1) .
As a part of our research work towards development of biologically important hybrid molecules [27] , we designed new curcumin analogues. In present work, we report synthesis, theoretical prediction of physicochemical properties, cytotoxicity, and inhibition of TNF--induced NF-B activation of C-5 curcumin analogues (3a-3p) in human cancer cell lines. New hybrid molecules demonstrated varying level of cytotoxicity against KBM5 and HCT116 cancer cell lines with some compounds being more active than curcumin against both cell lines. Also compounds were found to inhibit TNF--induced NF-B activation.
Results and Discussion

2.1.
Chemistry. The C-5 curcumin analogues were synthesized by multistep synthesis process. The amido-ether linkers (1a-1j) were synthesized by reaction of respective aromatic amines/benzyl amines with chloroacetyl chloride in the presence of K 2 CO 3 as base and dichloromethane as solvent (Scheme 1). C-5 curcumin analogues (2a, 2b) were synthesized by reaction of 4-hydroxybenzaldehyde/vanillin with acetone in the presence of 1 : 1 acetic acid/HCl solvent as well as catalyst. The C-5 curcumin analogues (2a, 2b) were further reacted with amido-ether linkers (1a-1j) in the presence of K 2 CO 3 as base and acetone as solvent to obtain the desired hybrid molecules (3a-3p) in good yields (Scheme 2).
2.2.
Biology. All C-5 curcumin analogues were tested for their cytotoxicity on chronic myeloid leukemia (KBM5) and colon cancer (HCT116) cell lines. However, the cytotoxicity pattern of all analogues was similar for both cell lines (Table 1 ). In C-5 curcumin nucleus variations were done by substituting -H by -OMe whereas in amido-ether linker substituted aromatic amide and benzylamide derivatives were used. In the case of curcumin analogues with aromatic amides (3a-3k), halogen substituents did not give fruitful results (3c, 3d, 3e) except for compounds 3b and 3k with chloro substituent at 3 and 4 positions, respectively, which demonstrated cytotoxicity better than curcumin in both cancer cell lines. The compounds without any substitution (3a, 3h) were found to be more active than the curcumin but the compound with −OMe group on C-5 curcumin ring (3h) was found most active. Substitution by nitro group in aromatic ring (3g, 3i) resulted in compounds with poor activity. Substitution by methyl groups at the 2,6-positions gave promising results in the case of molecule with -OMe substituent on C-5 curcumin ring (3j) but molecule without any substituent in C-5 curcumin ring demonstrated poor activity (3f). In case of curcumin analogues with benzylamide derivatives the hybrid molecule with -OMe substitution in aromatic ring as well as C-5 curcumin nucleus demonstrated potent activity (3p) whereas other compounds without any substituent (3l) or with -Me (3m, 3o) and -OMe (3n) substituents on aromatic ring exhibited poor cytotoxicity. The newly synthesized compounds were also screened for their potential to inhibit TNF--induced NF-B activation ( Figure 2 ). All molecules demonstrated higher potential to inhibit TNF--induced NF-B activation in comparison to curcumin from which it could be concluded that these compounds can act as very good antiinflammatory agents. [28] [29] [30] [31] the new hybrid molecules. The methodology developed by molinspiration is used to calculate log (octanol/water partition coefficient). Total polar surface area (TPSA) has been reported to be a very good descriptor of various characteristics of compound such as absorption, including intestinal absorption, bioavailability, Caco-2 permeability, and blood brain barrier penetration. Theoretical molecular properties, predicted by molinspiration software, for new C-5 curcumin analogues (3a-3p) are tabulated in Table 2 . The values of lipophilicity (log ) and total polar surface area Compounds are classified based on potential to inhibit growth of KBM5 cancer cell lines at 5 M, >60%; high activity, >20%; moderate activity, <20%; low activity. (TPSA) are two important parameters for the prediction of oral bioavailability of drug molecules [32, 33] . It has been reported that molecules with TPSA values of 140Å 2 or more are likely to exhibit poor intestinal absorption [33] . Theoretical molecular properties, predicted by Osiris software, for new C-5 curcumin analogues (3a-3p) are tabulated in Table 3 which include toxicity risks (mutagenicity, tumorigenicity, irritation, and reproduction) and physicochemical properties ( log , solubility, drug likeness, and drug score) of compounds (3a-3p). Toxicity risk alerts give probability of harmful risks under specified category. From data in Table 3 it is clear that most of the molecules are supposed to be nonmutagenic, nonirritating with no reproductive effects. The drug score is sum of various parameters such as drug likeness, Log , log , molecular weight, and toxicity risks in the form of single valued figure that may be used to judge the compounds overall capability to qualify requirements for a drug. It was found that most of the compounds (3a-3p) have properties comparable to that of the standard compound curcumin.
Theoretical Predictions of Physicochemical Properties
2a R 1 R 1 =H 2b =OCH 3 3a R 1 =R=H 3b R 1 =H,R=3-Cl 3c R 1 =H, R=4-Cl 3d R 1 =H, R=4-Br 3e R 1 =H, R=4-F 3f R 1 =H, R=2, 6-di Me 3g R 1 =H, R=3-NO 2 3h R 1 =OCH 3 , R=H 3i R 1 =OCH 3 , R=3-NO 2 3j R 1 =OCH 3 , R=3-C 3l R 1 =H, R=H 3m R 1 =H, R=4-CH 3 3n R 1 =H, R=4-OCH 3 3o R 1 =OCH 3 , R=4-CH 3 3p R 1 =OCH 3 , R=4-OCH 3
Experimental Section
3.1. General. All chemicals used in synthesis were purchased from Sigma-Aldrich and Himedia. Thin layer chromatography (Merck TLC silica gel 60 F 254 ) was used to monitor the progress of reactions. The compounds were purified when needed by silica gel column (60-120 meshes). Melting points were determined on EZ-Melt automated melting point apparatus, Stanford Research systems, and are uncorrected. IR (chloroform/film) spectra were recorded using PerkinElmer FT-IR spectrophotometer and values are expressed as max cm −1 . Mass spectra were recorded in waters micromass LCT Mass Spectrometer. The 1 H NMR and 13 C NMR spectra were recorded on Jeol ECX spectrospin at 400 MHz and 100 MHz, respectively, in deuterated solvents with TMS as an internal standard. Chemical shift values are recorded on ppm and the coupling constants are in Hz.
General Procedure for Synthesis of N-Phenyl and N-Benzyl Acetamides (1a-1j).
To a stirred solution of respective aromatic amine derivatives/benzyl amine derivatives (10 mmol) in dichloromethane, 30 mmol of K 2 CO 3 was added. The reaction mixture was cooled to 0 ∘ C and chloroacetyl chloride (11 mmol) was added slowly drop wise. After addition of chloroacetyl chloride reaction mixture was allowed to stir at room temperature for 3 hours. After completion of reaction solvent was evaporated with rota evaporator and residue obtained was filtered and washed thoroughly with water. The product obtained (1a-1j) was pure enough to be used as such in subsequent steps.
General Procedure for Synthesis of C-5 Curcumin Analogues (2a-2b).
To a stirred solution of acetone (30 mmol) in 1 : 1 acetic acid/HCl p-hydroxybenzaldehyde/vanillin (63 mmol) was added, respectively. The reaction mixture was allowed to stir for 16-18 hours at room temperature. After completion of reaction, the product was precipitated by addition of water to reaction mixture. The precipitate obtained was filtered, washed with water, and recrystallized from ethanol to get pure compound (2a, 2b) in good yield.
General Procedure for Synthesis of New C-5 Curcumin Analogues (3a-3p).
To a stirred solution of C-5 curcumin analogue (2a/2b) (0.84 mmol) in acetone, 0.25 mmol of KI and 2.52 mmol of K 2 CO 3 were added. Further, 1.7 mmol of respective amide (1a-1j) was added to reaction mixture and it was allowed to stir at room temperature for 10-12 hours. After completion of reaction, monitored by TLC, the solvent was evaporated and residue obtained was filtered and washed with water. The crude product obtained was purified by column chromatography using ethyl acetate/hexane as eluent to get desired compounds in good yield (3a-3p). (N-zhenylacetamide) 1E,4E)-3-Oxopenta-1,4-diene-1,5-diyl)bis(4,1-phenylene) )bis(oxy))bis (N-(3-chlorophenyl) 
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3c. N-(4-bromophenyl) N-(4-fluorophenyl) (N-(2,6-dimethylphenyl) 1E,4E)-3-Oxopenta-1,4-diene-1,5-diyl)bis(4,1-phenylene))bis(oxy))bis(N-(3-nitrophenyl) (2,6- 1E,4E) 3.5. In Vitro Cytotoxicity. KBM5 and HCT116 were used for anticancer assay. The cytotoxic effect of C-5 curcumin analogues was determined by MTT assay [34] . Briefly, HCT116 and KBM5 cells (5 × 10 4 cells/mL) were treated with 5 M of indicated test sample in a final volume of 0.1 mL at 37 ∘ C for 72 h. Thereafter, 1 mg/mL of MTT solution was added to the untreated/treated cells. After 2 h incubation at 37 ∘ C, 0.1 mL of the cell lysis buffer (20% SDS; 50% dimethylformamide; pH 4.7) was added. After an overnight incubation at 37 ∘ C, the OD at 590 nm were measured using a 96-well multiscanner autoreader (Dynatech MR 5000, Chantilly, VA), with the extraction buffer as a blank and reduction in viability as per treatment was calculated by comparing with untreated cells as control.
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Assessment of Anti-Inflammatory Potential: Electrophoretic Mobility Shift Assay.
To determine the anti-inflammatory potential of curcumin analogues, downmodulation in NF-B activation was measured in untreated and treated KBM5 cells. Electrophoretic mobility shift assay (EMSA) was performed with nuclear extract of treated-, untreated-, and induced-cells as described previously [35] . In brief, nuclear extracts prepared from cancer cells were incubated with 32 P end-labeled 45-mer double-stranded NF-B oligonucleotide (15 g of protein with 16 fmol of DNA) from the HIV long terminal repeat (5 -TTGTTACAAGGGACTTTC CGCTG GGGACTTTC CAGGGA GGCGT GG-3 , with NF-Bbinding sites) for 30 min at 37 ∘ C. The resulting protein-DNA complex was separated from free oligonucleotides on 6.6% polyacrylamide gels. The dried gels were visualized by Phosphor-Imager imaging device (Molecular Dynamics, Sunnyvale, CA), and radioactive bands were quantified using Image Quant software.
Conclusion
These new curcumin analogues exhibited good potential to inhibit TNF--induced NF-B activation so they can be further optimised to get lead molecule with good antiinflammatory activity. Some of these compounds also exhibited potent cytotoxicity against KBM5 and HCT116 cancer cell lines so further modifications of these molecules could be done to get a lead molecule for further studies.
